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gCTRESSIOlff flHP KfPQ^'r TECHKOLOCnr 
OP PROTRTMS AS TMMTT^f^yUSIHS 

This patent application is a continuation-in-part of U.S. Serial 
Nurnber 08/305,700, filed on September 14, 1994. 

5 Background 

The invention relates to fusion protein expression systems for use 
in mammalian cells that enhance the production of a given target 
protein. More specifically, the invention relates to a secretion 

10 cassette, conrirised of a mammalian signal peptide and a portion of 
mammalian ininunoglobulins, which, when used as the amino -terminal 
fusion partner to the target protein, .generally leads to high level 
expression and secretion of the fusion product. Such fusion proteins 
are useful, for exairple, for the production and extracellular 

15 collection of target proteins without the need for lysis of a host 

cell. The invention is perhaps most useful for the expression of target 
proteins which are not normally secreted from a host cell, are secreted 
at low levels from a host cell, or are toxic or otherwise deleterious 
to a host cell. 

20 

Expression systems ett5)loying gene fusion constructs have been used 
to enhance the production of proteins in bacteria. Employing a 
bacterial protein that is normally expressed at a very high level as 
the amino- terminal fusion partner of a fusion protein helps to ensure 
25 efficient transcription and translation of the message, and in some 

cases the secretion and solubilization of the fusion protein (Smith and 
Johnson (1988) Gene 67:31; Hopp et al. (1988) Biotechnology 6:1204; La 
Vallie et al. (1993) Biotechnology 11:187). 

30 The major goal of expression of recombinant fusion proteins in 

mammalian cells has been to confer novel properties to the hybrid 
molecules, e.g., targeting of a cyto)cine or toxin in v^vq , Fc receptor 
binding, complement fixation, protein A binding, increasing the half- 
life, and crossing the blood-brain barrier. Examples of recombinant 

35 fusion proteins produced in mammalian cells include cyto)cine 
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immunoconjugates {Gillies et al . (19921 Proc. Natl. Acad. Sci . USA 
89:1428; Gillies et al . (1993) Bioconjugace Chemistry 4:230). 
immunoadhesins (Capon et al . (19B9) Nature 337:525),. immunotoxins 
(Chaudhary et al . (1989) Nature 339:394), and a nerve growth factor 
5 conjugate (Friden et al. (1993) Science 259:373). Each of the 

foregoing publications is incorporated herein by reference. Proteins 
produced in marnmalian cells often do not have the solubility and 
secretion problems encountered in bacterial expression. The use of 
gene fusion constructs to enhance the production or secretion of a 
10 target protein in a mananalian system has not been explored fully. 

It is the object of the invention to provide DNAs which facilitate 
the production and secretion of a target protein. In particular, 
objects of the invention are to provide novel DNAs which: facilitate 
15 efficient production and secretion of hard to express proteins, such as 
nuclear proteins, regulatory proteins and proteins which otherwise may 
be toxic to a host cell, and can be adapted to any target polypeptide 
of interest which can be coded for and expressed in a host organism; to 
provide DNA constructs for the rapid and efficient production and 
20 secretion of proteins in a variety of host cells; and to provide a 
method for the production, secretion and collection of genetically 
engineered proteins, including non-native, biosynthetic, or otherwise 
artificial proteins, such as proteins which have been created by 
rational design. Other objects of the invention are to provide DNA 
25 sequences which, when fused to a polynucleotide encoding a target 

protein, encode a fusion polypeptide which can be purified using common 
reagents and techniques, and to interpose a proteolytic cleavage site 
between the encoded secretion cassette and the encoded target protein 
such that the secretion cassette can be cleaved from the target protein 
30 and the target protein can be purified independently. Still another 
object is to provide a procedure which is both efficient and 
inexpensive . 

These and other objects of the invention will be apparent from the 
35 description, drawings, and claims that follow. 
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pi,mmai-v Of Th" TnyPtlMon 

The present invention features a DNA of general applicability for 
production and secretion of fusion proteins. The DNA comprises a 
5 secretion cassette, as the amino-tertninal fusion partner, and a target 
protein, and is termed herein an -immunofusin" . The invention 
provides, in its various aspects, a recombinant DNA encoding the 
immunofusin, and methods of producing the encoded immunofusin protein. 
The immunofusin is a DNA which comprises a polynucleotide encoding a 

10 secretion cassette, comprising in its 5' to 3' direction a signal 

sequence and an immunoglobulin Fc region, and a polynucleotide encoding 
a target protein fused to the 3' end of the secretion cassette. A 
secretion cassette of the invention, once constructed, can be fused to 
various target proteins. Additionally, one can optimize the sequences 

15 which regulate the expression of a secretion cassette, and hence the 
expression of the immunofusin. The resultant DNA can be expressed at 
high levels in a host cell, and the fusion protein is efficiently 
produced and secreted from the host cell. The secreted immunofusin can 
be collected from the culture media without the need for lysis of the 

20 host cell, and can be assayed for activity or purified using common 
reagents as desired. 

The portion of the DNA encoding the signal sequence preferably 
encodes a peptide segment which directs the secretion of the 
25 immunofusin protein and is thereafter cleaved. As used in the 
specification and claims, "immunoglobulin Fc region" means the 
carboxyl -terminal portion of an immunoglobulin heavy chain constant 
region. As is known, each immunoglobulin heavy chain constant region 
is comprised of four or five domains. The domains are named 

30 sequentially as follows: CHl-hinge-CH2-CH3 (-CH4) . and the Fc region of 
each immunoglobulin subclass lacfcs at least the CHl domain. As is 
apparent from a review of the DNA sequences of the immunoglobulin 
subclasses, the DNA sequences of the heavy chain domains have cross - 
homology among the immunoglobulin classes, e.g., the CH2 domain of igG 

35 is ' omologous to the CH2 domain of IgA and IgD. and to the CH3 domain 
of IgM and IgE. The portion of the DNA encoding the immunoglobulin Pc 
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region preferably comprises at least a portion of a hinge domain, and a 
CH3 domain of Fey or the homologous domains in any of IgA, IgD, IgE, or 
IgM. The immunoglobulin Fc region also preferably comprises at least a 
portion of the DNA encoding a hinge and a CH3 domain of Fey or the 
5 homologous domains in any of IgA, IgD, IgE or IgM. 

The currently preferred secretion cassette is a polynucleotide 
encoding, in its 5' to 3 ' direction, the signal sequence of an 
immunoglobulin light chain gene and the Fcyl region of the human 

10 immunoglobulin yl gene. The Fcyl region of the immunoglobulin yi gene 
includes at least a portion of the hinge domain and CH3 domain, or at 
least a portion of the hinge domain, CH2 domain and CH3 domain. The 
DNA encoding the secretion cassette can be in its genomic configuration 
or its cDNA configuration. However, the studies described below use a 

15 secretion cassette in the genomic configuration. The use of human Fcyl 
as the Fc region sequence has several advantages. For example, if the 
fusion protein is to be used as a biopharmaceutical. the Fcyl domain 
may confer the effector function activities to the fusion protein. The 
effector function activities include the biological activities such as 

20 complement fixation, antibody-directed cellular cytotoxicity, ability 
for placental transfer, and a longer serum half -life. The Fc domain 
also provides for detection by anti-Fc BLISA and purification through 
binding to c.^«oh^.^nrnccus flui:£ua protein A (-Protein A") . In certain 
applications it may be desirable to delete specific effector functions 

25 from the Fc region, such as Fc receptor binding or complement fixation. 

m another embodiment the Fc region can be a murine immunoglobulin 
gene. The use of murine Fc as the Fc region can have advantages. For 
exan?)le, if the fusion protein is to be used for the preparation of 

30 proteins in mice, then the murine Fc region will not elicit an immune 
response in the host animal. The Fc domain may confer the effector 
function activities to the fusion protein, and allow for detection of 
the fusion protein by anti-Fc ELISA and purification through binding to 
Protein A. In certain applications it may be desirable to delete 

35 specific effector functions from the Fc region. 
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in another embodiment the DNA sequence encodes a proteolytic 
cleavage site interposed between the secretion cassette and. the target 
protein. A cleavage site provides for the proteolytic cleavage of the 
encoded fusion protein thus separating the Fc domain from the target 
5 protein. As used herein, "proteolytic cleavage site" is understood to 
mean the amino acid sequences which are cleaved by a proteolytic enzyme 
or other proteolytic cleavage agents. As will be described in more 
detail below, useful proteolytic cleavage sites include amino acids 
sequences which are recognized by proteolytic enzymes such as trypsin, 
10 plasmin or enterokinase K. 

in a preferred embodiment the target protein sequence encodes 
prostate specific membrane antigen, PSMA. PSMA is a type II membrane 
protein, thus the extracellular domain, or soluble form of the protein. 
15 is utilized as the target protein sequence. The encoded soluble form 
of PSMA can be a human sequence such as the sequence provided in 
Israeli et al. (1993) Cancer Res., 53:227-ff. 

In another preferred embodiment the target protein sequence encodes 
20 the protein gpl20. The envelope protein gpl20 of human 

immunodeficiency virus is a glycoprotein which is expressed in infected 
cells as a polyprotein. gpl60, and then cleaved by a cellular protease 
to gpl20 and gp4l. The nucleotide sequence and amino acid sequence of 
gpl20 is provided in Ratner et al.. 1985, Nature, 313:277-ff. 

25 

In another aspect, the DKA sequence of the invention is integrated 
within a replicable expression vector. As used herein, -vector- is 
understood to mean any nucleic acid comprising a nucleotide sequence of 
interest and competent to be incorporated into a host cell and to be 

30 recombined with and integrated into the host cell genome, or to 

replicate autonomously as an episome. Such vectors include linear 
nucleic acids, plasmids, phagemids, cosmids and the like. A preferred 
expression vector is pdC, in which the transcription of the immunofusin 
DNA is placed under the control of the enhancer and promoter of the 

35 human cytomegalovirus. The vector pdC was derived from pdEMp, which is 
described in Lo et al. 1991, Biochim. Biophys. Acta 1088:712 (which 
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publication is incorporated herein by reference) as follows. The Sall- 
Xhol fragment containing the original enhancer and promoter sequence 
were replaced by the enhancer and promoter of the human cytomegalovirus 
by standard molecular biology techniques. The enhancer and promoter 
5 sequence of the human cytomegalovirus used was derived from nucleotides 
-601 to +7 of the sequence provided in Boshart et al., 1985, Cell 
41:521, which is incorporated herein by reference. The vector also 
contains the mutant dihydrofolate reductase gene as a selection marker 
(Simonsen and Levinson (1983) Proc. Nat. Acad. Sci . USA 80:2495, 
10 incorporated herein by reference) . 

An appropriate host cell can be transformed or transfected with the 
DNA sequence of the invention, and utilized for the expression and 
secretion of a target protein. Currently preferred host cells for use 

15 in the invention include immortal hybridoma cells, myeloma cells, 293 
cells, Chinese hamster ovary cells, Hela cells, and COS cells. As used 
herein, "gene expression" or "expression of a target protein- is 
understood to refer to the transcription of the DNA sequence, 
translation of the mRNA transcript, and secretion of the fusion protein 

20 product . 

The method of the invention involves providing a DNA sequence 
encoding an immunofusin, transfecting the DNA sequence into a host cell- 
by an available transfection or transformation technique, culturing the 
25 transfected host cell in a suitable media under conditions which 

promote the expression and secretion of the immunofusin, and collecting 
the fusion protein from the extracellular media. When desired, the 
target protein may be cleaved from the secretion cassette either before 
or after it is collected from the extracellular media. 



30 



other advantages and features of the invention will be apparent 
from the description, drawings, and claims which follow. 
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nyj f^f Descrip rion of r^**=' Drawing 

The Figures lA-D are a schematic illustration of an immunof usin . 
Figure lA, "DNA, " illustrates the DNA encoding an immunofusin protein. 
5 Figure IB, "Fused Protein 1," illustrates the immunofusin protein prior 
to cleavage of the signal sequence. Figure IC, "Fused Protein 2,*' 
illustrates the immunofusin protein after cleavage of the signal 
sequence. Figure ID, "Target Protein," illustrates the target protein 
portion of an immunofusin protein after cleavage of the immunofusin 
10 protein at the cleavage site which is interposed between the Fc region 
and the target protein. 
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npranpd Description 

The present invention is a DNA comprising a polynucleotide 
encoding, in the 5' to 3 ' direction, a signal sequence, an Fc region cf 
5 an immunoglobulin, and a target protein. This approach to the 

expression and subsequent secretion of a target protein is superior to 
the existing techniques because of the choice and the configuration of 
the secretion cassette which is placed at the 5' end of the fusion 
construct. Additionally, the regulatory sequences which direct the 
10 expression of the secretion cassette can be optimized, and the 
optimized secretion cassette can be paired with numerous target 
proteins, thus allowing for the efficient production of numerous fusion 
proteins . 

15 The production of the immunofusin proteins is characterized as 

efficient and high level, because the target protein has been produced 
at the level of several micrograms/milliliter using the DNAs and 
methods according to the invention. Previously, workers in the art 
have rarely quantitated the expression levels of hard to express 

20 proteins due to the low levels of expression that are obtained in the 
known mammalian expression systems and the difficulties faced in 
quantitating proteins by techniques such as western blotting and RIA. 
Prior to the teachings of this invention, expression of microgram per 
milliliter of hard to express proteins would often be attempted using 

25 bacterial expression systems. 

This invention is based on the concept that the ease of production 
and collection of a target protein could be improved if the polypeptide 
of interest were linked to an immunoglobulin Fc domain and the fusion 

30 protein were expressed in a host cell, in particular a complementary 
host cell which naturally expresses the immunoglobulin, such that the 
fusion protein would be readily secreted from the host cell. In 
addition to promoting the secretion of the fusion protein from the host 
cell, the Fc region can further be exploited to aid in the purification 

35 of the fused polypeptide. The gen ral approach of the invention 
involves the construction of recombinant DNA which encodes a fused 
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polypeptide, which upon expression, results in expression of a 
secretion cassette linked to a target protein, i.e., a protein of 
interest having potential or demonstrable utility. 

5 The overall structure of the preferred DNA of the invention, the 

fusion protein it encodes, the form of the protein which is most often 
secreted and the target protein product after enzymatic cleavage are 
illustrated schematically in Figures lA-D. Reference characters in the 
DNA, Figure lA, are carried over into the protein. Figures IB-D, as 

10 corresponding primed characters. The DNA which encodes the immunofusin 
is shown between the start and the stop markers on the illustrated DNA 
sequence, Figure lA. Upstream regulatory elements are shown at the 5* 
end of the DNA and are labeled "regulatory sequences". The DNA is 
composed of three distinct polynucleotides which are linked together. 

15 In Figure lA, 3* of the regulatory sequences, which may be optimized 

for each secretion cassette, is a first DNA 8 which encodes a secretion 
cassette conprising two of the three polynucleotides: 1) a signal 
sequence 10, and 2) an immunoglobulin Fey region 12. The 
immunoglobulin Pcy region is comprised of three subregions: 1) a hinge 

20 region 14, 2) a CH2 region 16, and a CH3 region 20. Attached to the 3' 
end of the DNA encoding the secretion cassette is the third 
polynucleotide, a DNA encoding the target protein 24. Optionally, DNA 
encoding a proteolytic cleavage site 22 can be interposed between the 
DNA encoding the CH3 region of the immunoglobulin Fey region and the 

25 DNA encoding the target protein. 

The encoded fused protein comprises the secretion cassette 8* and 
the target protein 24', shown as Fused Protein 1 in Fig. IB. Most 
often the signal peptide 10' will be enzymatically cleaved from the 

30 fusion protein by the host cell prior to the secretion of the 

immunofusin, and thus Fused Protein 2, shown in Figure IC, shows the 
secreted fused protein which comprises the Fey peptide 12* fused to the 
target polypeptide 24*. Both Fused Protein 1 and Fused Protein 2 show 
the optionhl interposition of a proteolytic cleavage site 22' between 

35 the CH3 domain 20' of the Fey region 12' and the target protein 24'. 

Cleavage of either Fused Protein with th appropr.iat proteolytic agent 
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ar the cleavage site 22- results in the release of the target protein 
24- from the Fc region 12'. as shown in Figure ID. 

The processes for manipulating, amplifying and recombining DNAs are 
5 generally well known in the art, and therefore are not described in 
detail herein. Methods of identifying and isolating genes encoding 
proteins of interest, or for constructing such genes, are well 
understood and developed. In general the methods involve selecting 
genetic material coding for amino acids which define the polypeptide of 
10 interest according to the genetic code. 

Accordingly, the DNA construction principle disclosed herein can be 
exploited using known recombinant DNA techniques involving the use of 
various restriction enzymes which make sequence specific cuts in DNA to 
15 produce blunt ends or cohesive ends, DNA ligase techniques enabling 
enzymatic addition of sticky ends to blunt ended DNA, construction of 
synthetic DNAs by assembly of short oligonucleotides. cDNA synthesis 
techniques, polymerase chain reaction, and synthetic probes for 
isolating genes having a particular function. Various promoter 
20 sequences and other regulatory DNA sequences used in achieving 
expression, and various types of host cells are also known and 
available. Conventional transfection techniques, and equally 
conventional techniques for cloning and subcloning DNA are useful in 
the practice of this invention and known to those skilled in the art. 
25 various types of vectors may be used such as plasmids and viruses 

including animal viruses. The vectors may exploit various marker genes 
which impart to a successfully transfected cell a detectable phenotypic 
property that can be used to identify which of a family of cells has 
successfully incorporated the recombinant DNA of the vector. Given the 
30 foregoing state of the genetic engineering art, skilled persons are 
enabled to practice the invention disclosed herein in view of this 
disclosure. 

one method for obtaining the DNA encoding the various synthetic 
35 linkers disclosed herein is by assembly of synthetic oligonucleotides 
in a conventional, automated, polynucleotide synthesizer followed by 
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ligation with a ligase. For example, the linkers can be synthesized as 
complementary DNA fragments using phosphoramidice chemistry. 

The signal sequence of the invention is a polynucleotide which 
5 encodes an amino acid sequence that initiates transport of a protein 
across the membrane of the endoplasmic reticulum. Signal sequences 
which will be useful in the invention include antibody light chain 
signal sequences, e.g.. antibody 14.18 (Gillies et. al.. 1989. Jour, of 
Immunol. Meth., 125:191-202). antibody heavy chain signal sequences. 
10 e.g., the M0PC141 antibody heavy chain signal sequence (Sakano et al.. 
1980. Nature 286:5774). and any other signal sequences which are )cnown 
in the art (see for example. Watson, 1984, Nucleic Acids Research 
12:5145). Each of these references is incorporated herein by 
reference. Signal sequences have been well characterized in the art 
15 and are known typically to contain 16 to 30 amino acid residues, and 
may contain greater or fewer amino acid residues. A typical signal 
peptide consists of three regions: a basic N-terminal region, a central 
hydrophobic region, and a more polar c-terminal region. The central 
hydrophobic region contains 4 to 12 hydrophobic residues that anchor 
20 the signal peptide across the membrane lipid bilayer during transport 
of the nascent polypeptide. Following initiation, the signal peptide 
is usually cleaved within the lumen of the endoplasmic reticulum by 
cellular enzymes Jcnown as signal peptidases. Potential cleavage sites 
of the signal peptide generally follow the -(-3. -l) rule-. Thus a 
25 typical signal peptide has small, neutral amino acid residues in 

positions -1 and -3 and lacks proline residues in this region. The 
signal peptidase will cleave such a signal peptide between the -1 and 
+1 amino acids. Thus, the portion of the DNA encoding the signal 
sequence may be cleaved from the amino-terminus of the immunofusin 
30 protein during secretion. This results in the secretion of a 

immunofusin protein consisting of the Fc region and the target protein. 
A detailed discussion of signal peptide sequences is provided by von 
Heijne (1986) Nucleic Acids Res.. 14:4683 (incorporated herein by 
reference). As would be apparent to one of skill in the art. the 
35 suitability of a particular signal sequence for use in the secretion 
cassette may require some routine experimentation. Such 



CI IRCTTTI ITT CUCCT tOt M P "JC^ 



wo 96/08570 



PCT/US95/I1720 



- 12- 

experimentacion will include determining the ability of the signal 
sequence to direct the secretion of an immunof usin and also a 
determination of the optimal configuration, genomic or cDNA, of the 
sequence to be used in order to achieve efficient secretion of 
5 immunofusins. Additionally, one skilled in the art is capable of 
creating a synthetic signal peptide following the rules presented by 
von Heijne, referenced above, and testing for the efficacy of such a 
synthetic signal sequence by routine experimentation. A signal 
sequence is also referred to as a -signal peptide", "leader sequence" 
10 or -leader peptides- and each of these terms having meanings synonymous 
to signal sequence may be used herein. 

The Fc region of an immunoglobulin is the amino acid sequence for 
the carboxyl -terminal portion of an immunoglobulin heavy chain constant 
15 region. The Fc regions are particularly important in determining the 
biological functions of the immunoglobulin and these biological 
functions are termed effector functions. As known, the heavy chains of 
the immunoglobulin subclasses comprise four or five domains: IgM and 
IgE have ^ive hea^7y chain domains, and IgA. IgD and IgG have four heavy 
20 chain domains. The Fc region of IgA. IgD and IgG is a dimer of the 
hinge -CH2-CH3 domains, and in IgM and IgE it is a dimer of the hinge- 
CH2-CH3-CH4 domains. Further the CH3 domain of IgM and IgE is 
structurally equivalent to the CH2 domain of IgG. and the CH4 domain of 
IgM and IgE is the homolog of the CHS domain of IgG (see. W.E.Paul, 
25 ed., 1993, Fundamental Immunology, Raven Press. New York. New York, 
which publication is incorporated herein by reference) . Any of the 
known Fc regions would be useful as the Fc region of the secretion 
cassette. However, it is important that the binding sites for certain 
proteins be deleted from the Fc region during the construction of the 
30 secretion cassette. For example, since coexpression with the light 
chain is unnecessary, the binding site for the heavy chain binding 
protein. Bip (Hendershot et al. (1987) Tmm^mt?^ • Today fi:lll-ll4). 
should be deleted from the CH2 domain of the Fc region of IgE, such 
that this site does not interfere with the efficient secretion of the 
35 immunofusin. Likewise, the cysteine residues present in the Fc regions 
which are responsible for binding to the light chain of the 



SUBSTITUTE SHEET (RULE 26) 



wo 96A)8S70 



PCTA/S95/I1720 



- 13- 

imtnunoglobulin should be deleted or substituted with another amino 
acid, such that these cysteine residues do not interfere with the 
proper folding of the Fc region when it is produced as an iitmiunofusin. 
in the same manner, transmembrane domain sequences, such as those 
5 present in IgM, should be deleted such that these sequences do not 
result in misdirecting the iramunofusin to the membrane as a 
transmembrane protein. 

upon expression and production of the Fc region as a portion of the 

10 secretion cassette, it may retain some of the biological properties, 
termed "effector functions", which are native to the particular 
immunoglobulin class from which the Fc region is obtained. Useful 
effector functions include, for example, complement fixation. Fc 
receptor binding, binding to cell membranes, and placental transfer. 

15 in some cases, it may be advantageous to modify or remove one or more 
of these effector functions, such as Fc receptor binding or cott^jlement 
fixation, using site directed mutagenesis or other well Icnown molecular 
biology techniques. For example. Duncan et al. (Nature. 1988, 332:738) 
have mapped the amino acids responsible for the several of the 

20 immunoglobulin gamma effector functions activities, see also, Duncan 
et al., 1988. 332:563; Yasmeen et al., Immunol.. 1976. 116:518; Tao et 
al., J. Immunol.. 198 9. 143:2595. Each of these publications is 
incorporated herein by reference. The amino acids or peptide segments 
responsible for these functions can be deleted thus removing that 

25 portion of the Fc region, or substituted with sequences which would not 
confer the function using well known molecular biology techniques. 

The currently preferred class of imnunoglobulin from which the Pc 
region is derived is immunoglobulin gamna-l, because it has been well 

30 characterized and is efficiently secreted from most cell types. The Fc 
region of the other subclasses of immunoglobulin gamma (gamraa-2, gamma- 
3 and gamma-4) would function equally well in the secretion cassette. 
The FC region of immunoglobulin gamroa-l is preferably used in the 
secretion cassette includes at least part of the hinge region, CH2 

35 region, and CH3 region. In addition, the Fc region of immunoglobulin 
gamma-1 can b a CH2-deleted-Fc. which includ s a part of a hinge 
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region and a CH3 region wherein Che CH2 region has been deleted. A 
CH2 -deleted- FC has been described by Gillies et al., 1990, Hum. 
Antibod. Hybridomas, 1:47, which publication iS incorporated herein by 
reference . 



As is apparent from the above discussion of Fc regions, the Fc 
regions from the other classes of immunoglobulins, IgA, IgD, IgE, and 
IgM, would also be useful as the Fc region of the secretion cassette. 
Further, deletion constructs of these Fc regions, in which one or more 
10 of the constant domains are deleted would also be useful. One of 

ordinary skill in the art could prepare such deletion constructs using 
well known molecular biology techniques. 

The identity of the target protein produced in accordance with the • 
15 invention is essentially unlimited. Indeed, an important feature of 
the invention is that it provides a generalized DNA construct, and 
procedure which can be adapted to facilitate recombinant production of 
any desired target protein. For instance, the application of the 
invention to the eiqjression of the regulatory proteins, such as 
20 transcription factors which are normally localized to the nucleus, 
allows for the efficient secretion of such normally non-secreted 
proteins. In addition, regulatory proteins are in general difficTirt to 
express and the purification procedures are generally cumbersome (a££, 
for example, Meisterernst et al. (1991) Cell 66:981). Therefore, it is 
25 especially desirable that such proteins be exported into the culture 
medium. Additionally, the invention can be used to enhance the 
production and secretion of proteins which are normally secreted at low 
levels. If a desired target protein includes sequences encoding a 
secretion signal or a transmembrane signal, these sequences can be 
30 removed from the target protein such that the secretion cassette 
directs the secretion of the fusion protein. 

The optional proteolytic cleavage site may be any amino acid 
sequence which is recognized by specific cleavage agents. The 
35 specificity of cleavage agents is determined by the identity of the 
sequence of amino acids at or near the peptide bond which is to be 
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hydrolyzed. A given cleavage agent may recognise the bond between two 
specific amino acids or may recognize a bond following one or a 
specific sequence of amino acids. The specificity of many cleavage 
agents is known. Table 1 set forth below lists various known cleavage 
5 agents and their primary (and in some cases secondary) sites of action. 



^^Pflvaoe Aoent 

10 Trypsin 

Chymo trypsin 
Elastase 

Pepsin 
15 Papain 

Subtilisin 

Thermo lys in 



20 



25 



30 



^ . aureus protease 
Endopr ot e i nas e 
Arg C (Submaxillar is 
protease) 
Clostripain 
Thrombin 
Collagenase 



XABLE^ 

Major Si r^ Action 

Arg, Lys 
Trp, Phe, Tyr 
Neutral Aliphatic 
Residues 
Phe, Leu, Trp 
Arg, Lys, Gly 
Aromatic and . 
Aliphatic residues 
Amino- linked bonds 
of Aliphatic Residues 
Glu 
Arg 



Arg 
Arg 

X-Gly-Pro 
Lys 



35 



Lysobacter 
enzymogenes 
(endoproteinase Lys-C) 
Mysobacter Al-1 Lys 
Protease 

Armillaria mellea Lys 
Flavobacterium Pro 
meringosepticum 

Factor Xo lle-Glu-Gly-Arg 



nrhP.r Sites of 
Leu, Met, His 



Ala, Gly, Glu 
Wide specificity 
Various 

Ala, Phe 

Asp 



X-Ala-Pro 
X-Gly-Thr 
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CNBr 

BNPS-s)catole 
N-bromosuccinimide 
0- iodosobenzoic 
5 acid 

HBr/DMSO 
NTCB 

Sodium metal in 
liquid ammonia 
10 Hydroxy lamine 
Dilute acid 

Other cleavage agents are known. Those preferred for use in the 
invention are enzymes with a primary site of action which cleave at the 
15 C-terminal side of the cleavage site residue. 

The cleavage site in the fused protein generally can comprise any 
one or sequence of amino acids which can be cleaved by a cleavage agent 
specific for the site in an appropriate environment. Specificity of 

20 cleavage can be increased, and likelihood of undesired cleavage within 
the target protein or elsewhere in the fused polypeptide can be 
decreased, by selecting the cleavage agent having a site of action 
which is absent from the target polypeptide. The fused polypeptide is 
preferably cleaved under conditions in which it has assumed its native 

25 conformation. This has the effect of masking the presence of potential 
cleavage sites in the target polypeptide. 

The invention is illustrated further by the following non-limiting 
examples . 

30 

Example 1. Construction of a Secretion Cassette 

The construction of an exemplary secretion cassette is described 
below. As would be appreciated by those of ordinary skill in the art, 
35 the signal sequence and the Fc region of an immunoglobulin could be 
other sequences than those described. 



Met 
Trp 
Trp 
Trp 

Trp 
Cys 

Pro 

Asn-Gly 
Asp- Pro 
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The signal sequence of an in«nunoglobulin light chain of the 14.16 
antibotSy was selected for use as the signal sequence of the secretion 
cassette. The sequence of the 14.18 antibody light chain is provided 

5 in Gillies et al . , 19B9, Jour. Immunol. Meth.. 125:191-202 and is 

incorporated herein by reference. The signal sequence was modified for 
ease of cloning as an Xbal-Aflll fragment of the DNA. As would be 
apparent to those of skill in the art. the DNA encoding a human signal 
sequence could also be used. Specifically, an Xbal site was introduced 
10 5- of the translation initiation codon and the consensus sequence for 
optimal ribosome binding (Kozak, 1984, Nature 308:241, incorporated 
herein by reference) . An Aflll site was introduced into the 3- end of 
the signal sequence by mutagenizing the DNA coding for the penultimate 
amino acid residue of the signal peptide from a serine to a leucine, 

15 thus the sequence ATC was mutagenized to TTA using site directed 
mutagenesis. 

The Fc region of an immunoglobulin was selected to be the human 
Pcyl genomic DNA. including the genomic configuration of the hinge, CH2 
20 and CH3 domains. The genomic sequence of human Fcyl is provided in 
Huck et al., (19B6) Nucleic Acids Res. 14:1779 and is incorporated 
herein by reference. As would be apparent to one of ordinary skill in 
the art, a CH2-deleted-Pc may also be used as the Fc region of the 
secretion cassette (see. Gillies et al.. 1990, Hum. Antibod. 
25 Hybridomas, 1:47) , in which case the CH2 domain would be deleted from 
the FC region using established molecular biology techniques during the 
construction of the secretion cassette. The genomic DNA of Fcyl was 
modified for ease of cloning as an Aflll-Xmal fragment. The 5- end of 
the human Fc genomic DNA was mutagenized to an Aflll site by performing 
30 a Polymerase Chain Reaction (PCR) using a 5- sense primer with the 
following sequence (Sequence ID No. i) : 
GAGAATTmMSCGAGCCCAAATCTTCTGACAAAACTCAC 

This primer introduced an Aflll site (underlined) and a cysteine to 
serine mutation (TGT to TCT. bold) . The cysteine being mutated is the 
35 one that is normally involved in disulphide bonding with the light 

Chain and thus does not affect the effector functions of the Fc region. 
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The deletion of this cysteine may serve to enhance the production of 
the Fcyl region as the efficient production of this modified Fcyl 
region will not require the coexpression of the immunoglobulin light 
chain. This cysteine was also removed such that it does not interfere 
5 with the proper folding of the Fcyl region or the fused target protein. 
The 3* end of the Fcyl genomic DNA encodes for two Xmal restriction 
sites. They are located at 10 and 280 bp upstream of the translation 
stop codon in the CH3 domain. The distal Xmal site was destroyed by 
introducing a silent mutation, using site directed mutagenesis, (TCC to 
10 TCA, where the CC were the first two bases of the Xmal site) so that 
the Xmal site 10 bp upstream of the stop codon became unique. 



The Xbal-Aflll restriction fragment encoding the light chain signal 
peptide was then ligated to the Af III -Xmal restriction fragment 
15 encoding the Fc region. The resultant Xbal-Xmal restriction fragment 
therefore encodes the secretion cassette, and the gene encoding the 
target protein of interest can be ligated to the 3' end of the 
secretion cassette via the Xmal site. 



20 In general, the DNA encoding the target protein can be ligated to 

the unique Xmal site through the use of a 1 inker -adaptor , such a 
linker-adaptor may also include restriction endonuclease sites ir. 
addition to an Xmal site. The use of a linker -adaptor has the 
additional feature in that it can encode a proteolytic cleavage site 

25 for subsequent use in cleaving the target protein from the secretion 
cassette after production and secretion of the fusion protein. For 
example, the linker -adaptor can encode a lysine residue at the junction 
of the fusion protein, which provides the option of cleaving the target 
protein from the Fc domain by proteolytic enzymes such as trypsin or 

30 plasmin. Similarly, the linker adaptor can include a DNA encoding the 
cleavage site of enterokinase K ( Asp -Asp- Asp- Asp -Lys) in order to 
provide for the specific cleavage of the secreted fusion protein by 
enterokinase K. 



35 Example 2. rnnc;rrucr ion of an TmmunofusiP 
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The construction of an exemplary immunofusin, including a secretion 
cassette and a target protein is describ d below. As would be apparent 
to those of ordinary skill in the art, other target proteins can be 
fused to a secretion cassette using the same or other molecular cloning 
5 techniques. 

The target protein for the exemplary immunofusin was chosen to be 
CD26, which is a type II membrane protein having its active site within 
the carboxyl- terminal region of the protein which is the extracellular 

0 domain. During the construction of a CD2€ immunofusin, the cytoplasmic 
and transmembrane domains of CD26 were deleted so that they would not 
interfere with the secretion of the immunofusin by the secretion 
cassette. The 5» end of the cDNA encoding the extracellular domain was 
modified for ease of cloning to include a Xmal site, which was 

5 introduced via a linker -adaptor. The 3» end of the CD26 cDNA was also 
modified for ease of cloning to include a Xhol site, which could be 
introduced downstream of the translation stop codon either by PGR or by 
linker-adaptor ligation. 

20 various linker-adaptors can be used depending upon the desire for 

introduction of a proteolytic cleavage site between the DNA encoding 
for the Fc region and the CD26 cDNA. For example, one linker-adaptor 
which can be used for CD26 is: 

5' CCG GGT (AAA) GGC ACA GAT GAT GCT ACA G 

25 3' CA (TTT) TTG TOT CTA CTA CGA TGT C 

as provided in Sequence ID Nos. 2 and 3 . The first three codons in the 
top strand encode the last three amino acid residues of the CH3 domain, 
and starting with the codon GGC is the gene sequence of the 
extracellular domain of CD26 . This linker -adaptor had the cohesive end 

30 of an Xraal site at its 5' end and the blunt end of a Pvull site at its 
3» end, the blunt ended PvuII site being a convenient site for 
reconstruction with the rest of the CD26 cDNA. The lysine codon (AAA, 
in parenthesis) in the linker-adaptor is but one of many optional amino 
acid sequences which are useful to provide for a proteolytic cleavage 

35 site by cleavage agents. For exatrple, this lysine residue can be 
cleaved by enzymes such as trypsin or plasmin. 
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Alternatively. for more specific proteolytic cleavage by 
enteroJcinase the gene sequence encoding the enterokinase K cleavage 
site can be introduced via the following 1 inker- adaptor : 
5 5' CCG GGT TCA GGG GAT GAC GAT C3AC GAT A 

3» CA AGT CCC CTA CTG CTA CTG CTA TTC GA 

as provided in Seq. ID Nos. 4 and 5 . The nucleotides in bold encode 
the amino acid residues (Asp)4-Lys, which is the recognition site of 
enterokinase K. The linker -adaptor ends with a Kindlll site, to which 
0 the CD26 gene or other target protein gene sequences can be joined. 

Example 3. HoF^r Cells and Trangf ggt j,9n 

The preferred host cell lines include the mouse myeloma (or 
5 hybridoma) NS/0 and Sp2/0 Agl4 cells. The myeloma cells were 

transfected by protoplast fusion and selected in Dulbecco's modified 
Eagle's medium (Gibco) containing 10% fetal bovine serum and 100 nM 
methotrexate, as described by Gillies et al . , 1989, BioTechnolog^', 
7:799, which publication is incorporated herein by reference. 

20 Transfectants secreting the immunofusins were identified by anti-Fc 
ELISA, as described by Gillies et al. (1989) J. Immunol. Methods 
125:191, which publication is incorporated herein by reference. The 
highest producers were adapted to media containing 1 nM MIX and 
subcloned by limiting dilutions. For the production of immunofusins, 

25 the cells were grown in Hybridoma Serum-Free Media CHSFM, Gibco) 
containing IV fetal bovine serum and 1 MM KTX. 

The other preferred recipient cell line is the human kidney 293 
cells, which is useful for both transient and stable expression. Other 

30 cells, such as the HeLa and the Chinese hamster ovary (CHO) cells, also 
worked in our system. The preferred method of transfection for these 
adherent cells is by coprecipitation of plasmid DNA with calcium 
phosphate, and other methods include lipofection and electroporation. 
For a description of these methods and other useful transfection 

35 methods see, Sambrook et al. (1989) MnlfiCT^gy (ginning- -A l^gbpyatpry 
Manual , Cold Spring Harbor, NY, incorporated herein by reference. 
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Example 4. r^ ff^^rr Prizar i on ftn<? Pu^jfirprion ■ 

;[fnmy^gfusins 

For routine characterization by gel electrophoresis, immunofusins 
in the conditioned media were first captured on Protein A Sepharose 
(Repligen. Cambridge, MA) and then eluted by boiling in protein sample 
buffer with or without 2-mercaptoethanol . After electrophoresis on an 
SDS-gel, the protein bands were visualized by Coomassie staining. For 
example, the IL2 immunofusin. see exarrple 5, gave a band having the 
molecular weight of 45 kD under reducing conditions and a band having 
the molecular weight of 90 kD under non-reducing conditions, showing 
that the IL2 immunofusin was produced as a dimer, presumably through 
disulphide bonding in the hinge domain of the Fc region. 

For purification, the cell culture media was collected and then the 
immunofusins were bound on Protein A Sepharose. The immunofusins were 
subsequently eluted from the Protein A in a sodium citrate buffer (100 
„*, pH 4) . The eluate was then immediately neutralized with 0.1 volume 
Of 1 M Tris-hydrochloride. pH B . In the case of CD26 immunofusin. xt 
was Shown that such an elution procedure resulted in greater than 80% 
recovery of the CD26 immunofusin with no loss of enzyme activity 

Example 5. frr-^cc^nn of TT,? Timmofusin 



25 



30 



The cDNA of mature 1L2 protein was modified for ease of cloning to 
have a 5. Xmal restriction endonuclease site and a 3' Xhol .restriction 
endonuclease site using well known molecular techniques, such as those 
Which were as described in example 2. The sequence of the mature IL2 
CDNA is provided in Taniguchi et al., 1983. Nature, 302:305 and is 
incorporated herein by reference. The cDNA of the mature 1L2 protein 
was constructed using recombinant techniques as a synthetic gene in 
order to optimize codon usage and to introduce desirable restriction 
endonuclease cleavage sites. The synthetic gene was created using 
35 conventional OKA manipulation techniques. Once the synthetic IL2 cDNA 
was constructed, the 5- Xmal site of th IL2 cDNA was ligated to the 3. 
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Xmal site of the secretion cassette, described in Example 1. The IL2 
immunofusin, was then cloned into the expression vector pdC. The IL2 
immunofusin expression vector was transfected into NS/0 and Sp2/0 as 
host cells by protoplast fusion, as is described by Gillies et al . , 
5 1989, Biotechnology, 7:799. 

Two to three wee)ts after transf ection, MTX-resistant NS/0 and Sp2/0 
clones appeared. The initial clones were screened by anti-Fc ELISA. 
The IL2 immunofusin protein was collected from the media. An 

10 appropriate assay for the biological activity of IL2 was the standard 
T-cell proliferation assays according to Gillies et al . (Proc. Natl. 
Acad. Sci. (1992) 89:1426), which is incorporated herein by reference. 
The spent culture of the best clone contained about 100 Hg/ral of IL2 
immunofusin. The host cell clones which efficiently produced and 

15 secreted the IL2 immunofusin protein were subcloned in media containing 
100 nM MTX, and the best subclone produced about 200 ^ig/ml of protein 
in spent culture. When MTX was left out of the media in the 
subcloning, the best subclone thus isolated produced about 180 ^g/ml in 
spent culture. Thus, the construction of an IL2 immunofusin 

20 unexpectedly provided for the production of IL2 at a level which is 
about 8 0 times that which can be achieved by the expression of IL2 
alone using the pdEMp vector (unpublished data) , and many times of that 
of the IL2 that was expressed in mammalian cells (Conradt et al . , 1969,- 
J. Biol. Chem., 264:17368) and in yeast (Ernst et al., 1989, 

25 Biotechnology, 7:716). As mentioned in example 4, IL-2 immunofusin was 
produced as a homo-dimer of molecular weight of 90 kD, presumably 
through disulphide bonding in the hinge domain of the 45 kD monomers. 

Exan^le 6. Exnressio n of CD26 immunofusin 

30 

The construction of CD26 as an immunofusin was undertaken to 
demonstrate that the invention is applicable to the expression of 
membrane anchored proteins such as type II membrane proteins. A type 
II membrane protein displays the carboxyl- terminal domain on the 
35 extracellular surface, and most often includes its active region within 
this carboxyl -terminal domain. The joining of a fusion polypeptide to 
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the carboxyl-cerminal region of such a protein may interfere with the 
proper folding of the active site, and thus reduce or prevent the 
production of active protein. 

5 CD2e is a type II membrane protein comprising 766 amino acid 

residues. The biological function of CD26 is as a T cell activation 
antigen and the putative corecepcor for entry of HIV in CD4+ cells 
(Callebaut et al . (1993) Science 262:2045). The CD26 protein is 
anchored to the lipid bilayer of the plasma membrane through a 

10 hydrophobic domain between residues 7 and 26 at the K-terminus. Amino 
acids 1 to 6 form a short cytoplasmic tail. The rest of the protein, 
between residues 29 and 766. is extracellular and includes several 
potential N-glycosylation sites and the active site of the enzyme 
(Tanaka et al. (1992) J. Immunol. 149:481). The 728 carboxyl -terminal 

15 residues in CD26 protrude from the membrane surface and the C-terminus 
is free. A soluble CD26 expressed as an immunoadhesin. will have a 
conformation different from that of the native CD26. because the 
carboxyl -terminus in an immunoadhesin CD26 protein is not free but 
connected to antibody sequence. On the other hand, if we engineer an 

20 immunofusin in which the antibody sequence is amino- terminal to the 
target protein, such as CD26. the native conformation of CD26 will be 
preserved, i.e. the C-terminus is free, and the antibody sequence, 
herein an Fc region, takes the place of the membrane to which CD26 is 
normally anchored. The enzymatic and biological activities of such a 

25 soluble CD26 immunofusin will not be compromised. In addition, CD26 is 
a protease and its expression may be deleterious to the host cell. 
Thus by efficiently exporting the CD26 protease outside of the host 
cell in the form of an immunofusin, a higher level of expression can be 
achieved. 



30 



35 



A 2.3 kb CDNA fragment encoding the extracellular domain of CD26 
was used to construct the CD26 immunofusin expression vector. The DNA 
sequence of CD26 is provided in Tanaka et al.. 1992. J. Immunol.. 
149:481 and is incorporated herein by reference. CD26 was fused 3- of 
the secretion cassette as described above in example 2. and then the 
secretion cassette and CD26 target protein were cloned into the 
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expression vector pdC using the XJbal restriction endonuclease site 5' 
of the light chain signal sequence and the Xhol restriction 
endonuclease site 3* of the CD26 protein as described in example 2 
above. The resultant CD26 immunofusin expression vector was 
5 transfected into a host cell as described in Example 3 above. MTX- 

resistant clones from transfected NS/0 and Sp2/0 cells were screened by 
anti-Fc ELISA and DPPIV activity assay. CD26 is also known as DPPIV, 
which is an exopeptidase that cleaves after amino- terminal X-P (X can 
be any amino acid residue, and P is proline) . DPPIV enzyme activity of 

10 the CD26 immunofusin was assayed according to Tanaka et al . , Proc . 
Natl. Acad. Sci . , 1993, 90:45B€, incorporated herein by reference, 
using glycylproline p-nitroanilide tosylate IGly-Pro-pNA) as a 
substrate. The best NS/0 clone produced about 3.5 ^g/ml of CD26 
immunofusin. The DPPIV moiety of the protein product was determined to 

15 be fully active, having and k^at '^al^es similar to those of the 

native CD26. Furthermore the enzymatic activity of CD26 immunofusin 
was inhibited by known peptide inhibitors in a dose -dependent manner. 
The peptide inhibitors tested included the tripeptides IPI and VPL and 
APL, each of which inhibited the CD26 enzyme activity greater than 30V 

20 at 0.15 mM, greater than 70% at 1 mM and greater than 90% at 4 mM. As 
a control knovm non- inhibitor peptides were also tested for their 
effect upon CD26 enzyme activity and the known non- inhibitors , GGG and 
GPHyP (wherein HyP is hydroxproline) , were found to have no effect on 
the CD26 activity when incubated with the CD26 immunofusin at 

25 concentrations ranging between 0.01 mM and 11 mM. 

Example 7. Expressi on of Tat immunofusin 

The invention was also applied to the expression of regulatory 
30 proteins which are normally localized to the nucleus. Because 

regulatory proteins are in general difficult to express and purify, it 
is especially desirable to devise a method by which such proteins can 
be efficiently secreted from a host cell. Immunofusin constructs of 
Tat and Rev (described in example 8) , which are two proteins encoded by 
35 the human immunodeficiency virus (HIV) that regulate expression of 

viral proteins in the cell nucleus, were made in order to determine the 
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efficiency with which these proteins can be expressed and coll cted. 
We obtained high level expression and s cretion of the Tat and Rev 
immunofusins, and readily purified the immunofusins in a single step. 
A 260 base-pair cDNA fragment encoding Tat was cloned into the Xmal 
5 and Xhol sites of the pdC expression vector by modification of the 5* 
and 3' ends of the Tat protein using recombinant DNA techniques as 
described above. The sequence of the cDNA encoding the Tat protein is 
provided in Ratner et al., 19B5. Kature, 313:277, and is incorporated 
herein by reference. Specifically, the sequence at the 5* end was 

10 modified to, Seq. ID No. 6, £_£SSLQST CGC ATG GAG . . . , , where the 
underlined sequence is the Xmal site and the ATG in bold is the 
translation start codon of the Tat gene. At the 3* end, an Xhol site 
was introduced immediately downstream of the translation stop codon by 
standard PCR techniques. The Tat iramunofusin expression vector was 

IS then transfected into a host cell, as described above, and the host 
cells were analyzed for production of Tat immunofusin protein. High 
level esqsression was obtained in transiently transfected 293 cells and 
stably transfected NS/0 cells. Stable NS/0 clones produced about 3 
^g/ml of a 48 kD protein, analyzed on a SDS-gel under reducing 

20 conditions. This protein was confirmed to be Tat immunofusin by an 
anti-Tat antibody (Cat. #7001, American BioTechnologies. Cambridge, 
MA) . 

The Tat immunofusin was shown to be active by the following 
25 transient expression experiment in 293 cells, the results of which are 
presented below in Table 2. The expression vector for Tat immunofusin 
was cotransfected with a separate vector containing LTR- TAR -Kappa, 
where LTR-TAR is the long terminal repeat DNA sequence of HIV that is 
transactivated by the Tat protein, and Kappa is the gene sequence 
30 encoding the Kappa light chain of immunoglobulin. To measure 
expression levels of Fc-Tat (Tat immunofusin) and Kappa, the 
supernatants were assayed by anti-Fc and ant i -Kappa ELISA respectively. 
In Table 2, pdC-Fc-Tat represents the pdC expression vector for Tat 
immunofusin; LTR-TAR-Kappa represents the expression vector for Kappa 
35 light chain, in which the LTR-TAR regulatory region can be 

transactivated by Tat; and pCEP-Tat is an expression vector for Tat, 
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whose transcription is under the control of the human cytomegalovirus 
enhancer and promoter. pCEP-Tat was used as a positive control to 
monitor the transactivation of the LTR-TAR-Kappa by Tat protein. As a 
negative control LTR-TAR-Kappa was transfected alone to demonstrate 
that it is not transactivated in the absence of Tat protein or Tat 
immunofusin. As shown in Table 2, high level expression of the Tat 
immunofusin was observed in transfection 1; high level expression of 
both Tat and Kappa light chain were observed in the cotransf ection 
experiment, transfection 2. Transactivation of Kappa by Tat was seen 
in the positive control, transfection 3, as expected. Little or no 
expression of Kappa was seen in the negative control, transfection 4, 
also as expected. Therefore, the Kappa light chain is expressed only 
through transactivation of the LTR-TAR region by a functional Tat 
protein, and the Tat immunofusin provides a functional Tat protein 
which is readily secreted from the host cell. This result also 
demonstrates that the secretion cassette is able to direct the 
secretion of a protein which is normally transported to the nucleus of 
the host cell. 

T2bl£_Z 

p;T.Tt;& (no/ml) 

Fc Kappa 



nwA used in transfection 
1.) pdC-Fc-Tat 



0 277 
0 3 



>3000 0 

2. ) pdC-Pc-Tat, LTR-TAR-Kappa 1600 160 

3. ) PCEP-Tat, LTR-TAR-Kappa 
25 4.) LTR-TAR-Kappa 

Example 8. cv rT-«.Bgion of Rev jmtnimOtUSiP 

A 350 base-pair cDNA fragment encoding Rev was modified to include 
30 as- xmal site and a 3 • Xhol site and then ligated 3' of the described 
secretion cassette in the pdC expression vector. The sequence of the 
CDNA encoding the Rev protein is provided in Ratner et al . , 1985, 
Nature 313:277, and is incorporated herein by reference, 
specifically, the end of the cDNA was modified to £LJSLiiST CGC ATG 
35 GCA . . . . ISeq. ID NO. 7). where the underlined sequence is the Xmal 
site and the ATG in bold is the translation start codon of the Rev 
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gene. At the 3' end. an Xhol site was introduced imm diately 
downstrean^ of the translation stop codon by standard PGR techniques. 
High level expression was obtained in transiently transfected 293 cells 
and stably transfected NS/0 cells. Stable NS/0 clones produced about 3 
^g/106 cells/day of the Rev immunofusin, which has a molecular weight 
of about 50 kD when analyzed on a SDS-gel under reducing conditions. 

Example 9. j^j ff-'^'^^^f 1 T P^"^'*"lvrir nfffvflgfi Qt m 
Tmmiinofusin 

An exemplary cleavage of an immunofusin is described below, as 
would be apparent to one of ordinary skill in the art, each of the 
above described iiwminofusins could be cleaved from their respective 
secretion cassettes using the same method or an analogous method. 
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A CD26 immunofusin having a lysine residue CFcCLys) -CD26 
immunofusin-). introduced by linker adaptor during construction of the 
immunofusin between the Fc region and the CD26 target protein sequence 
was cleaved using trypsin. To cleave the Fc(Lys)-CD26 immunofusin, the 
immunofusin was bound on Protein A Sepharose and cleaved at the desired 
lysine position by trypsin to release CD26 as follows; Fc(Lys)-CD26 
immunofusin bound on Protein A Sepharose was incubated with a it 
trypsin solution at 37-C for 2 hr. Trypsin inhibitor (Sigma) was then 
added to stop any further digestion. The supernatant was then removed 
and analyzed on an SDS-gel under reducing conditions. After Coomassie 
staining, a band having a molecular weight of 110 kD. which corresponds 
to the size of CD26 without the secretion cassette, was obtained. As a 
control, CD26 immunofusin. without the lysine residue at the junction 
of the fusion between the Fc domain and the CD26 target protein (-Fc- 
CD26 immunofusin*) , was bound on Protein A Sepharose and similarly 
treated. The CD26 was found to not be released from the secretion 
cassette of the FC-CD26 immunofusin. as was expected, and this also 
confirmed the specific cleavage of the inuminofusin at the amino acid 
lysine which was inserted between the CH3 domain of the Fc region and 
35 the target CD26 protein. As a further control, an identical aliquot of 
FC-CD2G immunofusin which was bound to Protein A Sepharose was boiled 
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in Che protein sample buffer and SDS-gel analysis of the supernatant 
showed a 14 0 kD band corresponding to the full length CD26 immunofusin 
protein monomer. 

5 The results from the gel electrophoresis experiment were confirmed 

by DPPIV activity assays of the tryptic digests. Quantitative recovery 
of the DPPIV enzymatic activity was obtained in the supernatant when 
the Pc{Lys)-CD26 immunofusin bound to Protein A Sepharose was treated 
with trypsin. In the parallel experiment with Fc-CD26 immunofusin, 
10 there was no DPPIV activity in the supernatant, because the CD26 
protein was not released from the Protein A Sepharose. 

Example 10. Expressio n of QSF-2 immunofusin 

IS OSF-2 is a 80-kD secretory protein that is involved in the 

ossification process. The sequence the DNA encoding OSF-2 is provided 
in Takeshita et al . , 1993, Biochem. J. 294:271, and is incorporated 
herein by reference. The cDNA encoding the OSF-2 protein with its 
signal peptide was cloned into the expression vector pdC. NS/0 cells 

20 were used for stable transfection and 293 cells were used for transient 
expression; but in neither case was the OSF-2 protein detected. 

The OSF-2 cDNA was then adapted to be expressed as an immunofusin;. 
At the 3' end, the Xbal site at the translation stop codon was 
25 converted to an Xhol site by linker ligation. At the 5' end the 
following linker- adaptor was used: 

5' CCG GG T AAA AAC AAT CAT TAT OAC AA 

3 ' £A TTT TTG TTA GTA ATA CTO TTC TAG 

as provided in Seq, ID Nos. 8 and 9. The nucleotides in bold encode 
30 the N-terminus of the mature OSF-2 protein, ending with Bglll cohesive 
ends. These Bglll cohesive ends were ligated to the Bglll-Xhol 
fragment of the OSF-2 cDNA. The Xraal cohesive ends at the 5' end of 
the linker-adaptor (underlined) were ligated to the unique Xmal site in 
the immunofusin expression vector. 

35 
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High level expression was obtained in transiently transfected 293 
cells and stably transfected NS/0 cells. Stable NS/0 clones produced 
about 5 to 7 ^g/Tnl of a IIO kJD protein, when analyzed on a SDS-gel 
under reducing conditions. This protein was confirmed to be the OSF-2 
5 immunofusin by Western blotting with an anti -OSF-2 antibody. 



It was also found that the expression of OSF-2 as an immunofusin in 
a mammalian system was superior to the expression of OSF-2 in the 
thioredoxin gene fusion expression system in E. coli (LaVallie et al . , 

10 1993, Biotechnology, 11:167). The thioredoxin gene fusion system was 
designed to circumvent the formation of inclusion bodies because fusion 
to thioredoxin increases the solubility of many heterologous proteins 
produced in the E. coli cytoplasm. To test this system for the 
expression of OSF-2, the cDNA encoding the mature OSF-2 was inserted 

15 into the Smal site of the pTrxFus vector (Invitrogen, San Diego, CA) , 
thus creating a thioredoxin OSF-2 fusion protein. The supplier's 
protocol for the expression of the fusion proteins was followed. The 
thioredoxin OSF-2 fusion protein was expressed, and, as a control, the 
thioredoxin protein was expressed alone without a fusion partner. The 

20 results showed that although thioredoxin alone could be produced as a 
soluble protein at a high level, the thioredoxin OSF-2 fusion protein 
was present only in the insoluble fraction. Therefore, in addition to 
the lack of poet- trans 1 at ional modification in bacterial expression, a 
relatively complex mammalian protein such as OSF-2 was not synthesized 

25 as a soluble protein when fused to thioredoxin. 

Exan^le 11. Expressio n of BIG-H3 immunofusin 

PIG-K3, a gene product which is induced by transforming growth 
30 factor-p, is a 68-)cD secretory protein that shares sequence homology 
with OSF-2. The sequence of cDNA encoding pIG-H3 is provided in 
Skonier et al . (1992) DNA and Cell Biology. ll:5ll, and is incorporated 
herein by reference. The cDNA encoding the native pIG-H3 was cloned 
into the expression vector pdC; but attempts to obtain stable 
35 transfectants producing PIG-H3 were unsuccessful. 
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The PIG-H3 cDNA was then adapted to be expressed as an immunof usin . 
At the 3' end. the BsmI site downstream of the translation stop codon 
was converted to an Xhol site by linker ligation. At the 5' end, the 
following linker -adaptor was used: 
5 5* CCG GGT AAA GCC CTG OGC C 

3 • CA TTT CGC OXC 

(Seq ID. Nos. 10 and 11). The nucleotides in bold encode the N- 
terminus of the mature PIG-H3 protein. The linker -adapt or had Xmal 
cohesive ends for ligating to the expression vector as described in the 
10 above exan¥>les, and i^al cohesive ends for ligating to the Apal site at 
the 5' end of the cDNA sequence encoding the mature pIG-H3, 

High level expression was obtained in transiently transfected 293. 
cells and stably transfected NS/0 cells. Stable NS/0 clones produced 
15 about 3.5 Hg/lO^ cells/day of a 100 kD protein when analyzed on a SDS- 
gel under reducing conditions. This protein was confirmed to be the 
PIG-H3 immunofusin by Western blotting with anti-PlG-H3 antibody. 

Exatr^le 12. Expressio n of the soluble form of IqE 
20 receptor as an immunofusin 

The high affinity IgE receptor alpha subunit (IgE-R) , the DNA 
sequence of which can be found in Kochan et al. (1988) Nucleic Acids 
Res, 16: 3584 and is incorporated herein by reference, was constructed 

25 as an. immunof us in as follows: An Xraal site was introduced to the 5* 
end of the cDNA encoding the mature IgE-R so that the sequence at the 
junction of the fusion was C CCG GGT GTC CCT CAO (Seq. ID No. 12) , 

where the Xmal site is underlined and the three codons in bold are the 
first three amino acid residues of the mature IgE-R. At the 3' end of 

30 the IgE-R. the cDNA encoding the transmembrane domain and the rest of 
the C-terminus was deleted and a translation stop codon was placed 
after the last codon of the extracellular domain. The sequence of the 
IgE-R immunofusin at the 3' end was thus TAC TGG CTA TAA CTC GhQ (Seq. 
ID No. 13), where the three codons in bold were the last three amino 

35 acid residues of the extracellular domain of the IgE-R, and they were 
followed by a stop codon and an Xhol site (underlined) . 
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The pdC expression vector containing the IgE-R immunofusin was 
cransfected into 293 cells and NS/0 cells. High levels of expression 
(3 to 5 Mg/ml) of the igE-R immunofusin were detected in the cell 
5 culture media by anti(Fc) ELISA. SDS -gel analysis under reducing 

conditions showed a band of the expected size of 70 The partially 

purified protein (on Protein A Sepharose) was shown to bind IgE in an 
IgE-R/IgE ELISA. 

10 Exan^le 13. RYrrpssion of FCYl 

Pcrl was expressed by itself without a C-terminal target protein. 
This was achieved by ligating the following linfcer (having Xmal and 
Xhol cohesive ends) 
15 5- CCG GGT AAA TAG C 

3 . CA TTT ATC GAG CT 

(Seq. ID Nos. 14 and 15) . to the Xmal and Xhol sites of the pdC to 
reconstruct the coding region of Fc. High levels of expression was 
detected by anti (Pc) ELISA in the cell culture media of the transiently 
20 transfected 293 cells (5 to 7 ^g/ml) and stably transfected NS/0 clones 
(5 to 10 W/ml) . SDS-gel analysis under reducing conditions showed an 
Fc band of the expected sire of 31 W. 



25 



Example 14. KTrT^""^'"" P*^^ imromOfUSin 

PSMA, prostate specific membrane antigen, is a type II membrane 
protein having a nolecular weight of greater than 100 ).D. PSMA is an 
integral membrane protein, and as such it is an attractive target for 
imaging and immunoconjugate delivery. To facilitate the expression of 
significant c^antities of PSMA, we subcloned the extracellular domain 
of PSMA (the soluble form) and expressed this domain of PSMA as an 
immunofusin. A portion of the extracellular domain of PSMA, which is a 
soluble form of PSMA, can be produced as an immunofusin. 

35 The cDNA encoding the full length PSMA was cloned from a human 

prostate carcinoma cell line LNCaP (Israeli et al. (1993) Cancer Res., 
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53:227, which publication is incorporated herein by reference]. The 
portion of the PSMA cDNA corresponding to the extracellular domain was 
adapted to be expressed as an immunofusin by Polymerase Chain Reaction 
using the following primers: 
5 N- terminal: 5' AAGCTT AAA TCC TCC AAT GAA GC 

C- terminal: 5' CTCGAG TTA GGC TAC TTC ACT CAA AG 
(Seq. ID Nos. 16 and 17) . The two primers provide the Hindlll and the 
Xhol sites (underlined) for cloning into the immunofusin expression 
vector. In the N-terminal primer, the Hindlll site is followed by the 
10 coding sequence of the extracellular domain of PSMA (in bold) 

immediately after the transmembrane region. In the C- terminal primer, 
the Xhol site is followed by the anticodon of the STOP codon and the C- 
terminal coding sequence of PSMA (in bold) . The amino acid sequence of 
the extracellular domain of PSMA is shown in Seq. ID No. 18. 

15 

High level expression was obtained in stably transfected 2 90 and 
Sp2/0 cells. The PSMA immunofusin secreted into the cell culture media 
was purified by Protein A Sepharose. Treatment of the immunofusin with 
the protease plasmin quantitatively converted the 130-)tD Fc-PSMA into 
20 two products: the lOO-)cD PSMA extracellular domain and the 3l-kD Fc. 
The Fc was then removed from the solution by adsorption onto Protein A 
Sepharose. The soluble PSMA was purified and used to immunize mice. 
It is expected that an antibody specific only to PSMA should facilitate 
diagnosis and therapy of prostate cancer. 



25 



Example 15. pvp^easion of Murine Fc 



The Fc region of murine Y2a was prepared for expression as an 
immunofusin. Since the murine Fc region will not be immunogenic to 
30 mice, such an immunofusin containing the murine Fc followed by, for 
example, a human protein fusion partner can be used to immunize mice 
directly without prior cleavage to get rid of the Fc. The murine Fc 
was cloned into our immunofusin expression vector as described below, 
and was expressed at a high level under our expression conditions. 
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The murine Fc y2a domain, preceded by the signal peptide described 
above, was cloned into an expression vector, pdC, and was expressed 
without fusion to a target protein. Murine Fc Y2a cDNA (Sikorav et 
al., 1980, Nucleic Acids Res., 8:3143-3155, which publication is 
5 incorporated herein by reference) was adapted for cloning into the 
expression vector by Polymerase Chain Reaction using the following 
primers : 

N-terminal: 5' CTTAAG C OllG CCC AGX OGG CCC ACA 
C-terminal: 5' dCfiaSC TCX TTT ACC C6G ACT CCG 

10 (Seq. ID Nos. 19 and 20). The N-terminal primer contains an Aflll site 
(underlined) for ligacing to the Aflll site at the 3- end of the signal 
peptide, described above. The sequence following the Aflll site (in 
bold) encodes the amino acid residues in the hinge region of murine yZa 
gene. The C-terminal primer contains an Xhol site for cloning into the 

15 expression vector, followed by the anticodons of the translation STOP 
codon and the carboxyl end of murine yaa (in bold). 

High level expression of the murine Fcr2a region was demonstrated 
in 293 cells by SDS gel analysis followed by Western blotting with an 
20 anti-murine IgG antibody. 

Example 16. Rirpreasion of qpl2Q 

The envelope protein gpl20 of human immunodeficiency virus (HIV) is 
25 a glycoprotein having a molecular weight of l201cD. and is expressed on 
the surface of HIV particles and HIV infected cells. The protein gpl20 
is originally expressed in infected cells as a polyprotein,. gpl60. 
which is then cleaved by a cellular protein to gpl20 and gp4l. gpl20 
was prepared as an imraunofusin and determined that the gpl20 
30 immunof us in was expressed at a very high level. Any desired portion of 
gpl20 may also be prepared as immunofusiri. The Fc moiety of the gpl20 
immunofusin could be cleaved off and gpl20 was purified. 

The complete nucleotide sequence of HIV has been published in 
35 Ratner et al. (1985) Nature, 313:277, and this publication is 

incorporated herein by reference. To prepare the gpl20 immunofusin, a 
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translation STOP codon followed by an Xhol restriction site was 
introduced to the gpl20-gp4l junction after amino acid Arg-51B of gpl60 
using standard molecular biology techniques, e.g., polymerase chain 
reaction. The existing Ndel restriction site present at nucleotide 
5 5979, which is within the amino terminal portion of gpl20, was 

converted to a Hindlll restriction site through linker-adaptor ligation 
to generate and in-frame fusion. The resultant Hindlll-Xhol fragment 
(1.36 kilobase pairs) encoding gpl20 was then cloned into the 
immunofusin expression vector, pdC, as described above. 

10 

The gpl20 immunofusin expression vector was eacpressed in stably 
transfected 293 cells according to the methods described above, and 
high level expression of the gpl20 immunofusin was obtained. The gpl20 
immunofusin was functionally active, as determined by binding to CD4 in 
15 an ELISA. The gpl20 immunofusin was also determined to be 

quantitatively cleaved by enterokinase to release gpl20 and the Fc 
region. 

9^hPr Embodiments 

20 

The invention may be embodied in other specific forms without 
departing from the spirit or essential characteristics thereof. The 
present embodiments are therefore to be considered in all respects as 
illustrative and non-restrictive, the scope of the invention being 
25 indicated by the appended claims rather than by the foregoing 

description, and all changes which come within the meaning and range of 
equivalency of the claims are therefore intended to be embraced 
therein. 
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50 



(1) GENERAL INFORMATION: 



(i) APPLICANT: 

(A) NAME: FUJI I MMUNO PHARMACEUTICALS CORP. 

(B) STREET: 125 HARTWELL AVENUE 

(C) CITY: LEXINGTON 
10 (D) STATE: MA 

(E) COUNTRY: USA 

(F) POSTAL CODE: 02173 

(G) TELEPHONE: (617) 861-5300 

(H) TELEFAX: (€17) 861-5301 
15 (1) TELEX: 

(ii) TITLE OF INVENTION: EXPRESSION AND EXPORT TECHNOLOGY OF 
PROTEINS AS IMMUNOFUSINS 

20 (iii) NUMBER OF SEQUENCES: 20 

(iv) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: PATENT ADMINISTRATOR, TESTA, HURWIT2 & 
THIBEAULT 

25 (B) STREET: 125 HIGH STREET 

(C) CITY: BOSTON 

(D) STATE: MA 

(E) COUNTRY: USA 

(F) ZIP: 02110 

30 

(V) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

35 (D) SOFTWARE: Patcntin Release #1.0, Version #1.25 

(vi) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: US 

(B) FILING DATE: 

40 (C) CLASSIFICATICW: 

(viii) ATTORNEY/AGENT INFORMATION: 

(A) NAME: PITCHER, EDMUND R. 

(B) REGISTRATION NUMBER: 27,829 

45 (C) REFERENCE/DOCKET NUMBER: FlP-OOl 

(ix) TELECOMMUNICATION INFORMATION: 

(A) TELEPHONE: 617-248-7000 

(B) TELEFAX: 617-248-7100 



(2) INFORMATION FOR SEQ ID N0;1: 



(i) SEQUENCE CHARACTERISTICS: 
55 (A) LENGTH: 41 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

60 (ii) MOLECULE TYPE: cDNA 

(xi) SEQUENCE DESCRIPTION: SEQ ID N0:1: 

65 
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GAGAATTCTT AAGCGAGCCC AAATCTTCTG ACAAAACTCA C 
41 

(2) INFORMATION FOR SEQ ID N0:2: 

5 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 28 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 
10 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 



15 



20 



30 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:2: 

CCGGGTAAAG GCACAGATGA TGCTACAG 
28 

(2) INFORMATION FOR SEQ ID N0:3: 



(i) SEQUENCE CHARACTERISTICS; 
(A) LENGTH: 24 base pairs 
25 (B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: CDKA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 

35 CTGTAGCATC ATCTGTGTTT TTAC 
24 

(2) INFORMATION FOR SEQ ID NO : 4 : 

40 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 28 base pairs 

(B) TYPE; nucleic acid 

(C) STRANDEDNESS: Single 

(D) TOPOLOGY: linear 

45 

(ii) MOLECULE TYPE: cDNA 



50 (Xi) SEQUENCE DESCRIPTION: SEQ ID N0:4: 

CCGGGTTCAG GGGATGACGA TGACGATA 
28 

55 (2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 28 base pairs 

(B) TYPE: nucleic acid 
60 (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA 

65 
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(xi) SEQUENCE DESCRIPTION: SEO ID NO: 5: 

AGCTTATCGT CATCGTCATC CCCTGAAC 
5 28 

(2) INFORMATION FOR SEQ ID NO:6: 

(i) SEQUENCE CHARACTERISTICS: 
10 (A) LENGTH: 16 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : Single 

(D) TOPOLOGY: linear 

15 (ii) MOLECULE TYPE: CDNA 



20 



25 



35 



40 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 



CCCGGGTCGC ATGGAG 
16 



(2) INFORMATION FOR SEQ ID NO: 7: 



(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH; 16 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 
30 (D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 

CCCGGGTCGC ATGCCA 
16 

(2) INFORMATION FOR SEQ ID NO: 6: 



(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 26 base pairs 
45 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 
(D> TOPOLOGY: linear 



50 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8: 

55 CCGGGTAAAA ACAATCATTA TGACAA 
26 

(2) INFORMATION FOR SEQ ID NO: 9: 

60 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 26 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 
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(ii) MOLECULE TYPE: cDNA 



5 (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9: 

GATCTTGTCA TAATGATTGT TTTTAC 
26 

10 (2) INFORMATION FOR SEQ ID NO: 10: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 19 base pairs 

(B) TYPE: nucleic acid 
15 (C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 



20 



40 



45 



55 



60 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 



CCGGGTAAAG CCCTGGGCC 

25 19 

(2) INFORMATION FOR SEQ ID NO: 11: 

(i) SEQUENCE CHARACTERISTICS: 
30 (A) LENGTH: 11 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

35 (ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:11: 

CAGtSGCTTTA C 
11 

(2) INFORMATION FOR SEQ ID NO: 12: 



(il SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 16 base pairs 

(B) TYPE; nucleic acid 

(C) STRANDEDNESS: single 
50 (D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12; 

CCCGGGTGTC CCTCAG 
16 

(2) INFORMATION FOR SEQ ID NO: 13; 



(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 18 base pairs 
65 (B) TYPE: nucleic acid 
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(C) STRANDEDNESS : sir.jle 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: CDNA 

5 



(xi) SEOHENCE DESCRIPTION: SEQ ID NO: 13: 

10 TACTGGCTAT AACTCGAG 
16 

(2) INFORMATION FOR SEQ ID NO: 14: 

15 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 13 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 



20 



40 



60 



65 



(ii) MOLECULE TYPE: cDNA 



25 (xi) SEQUENCE DESCRIPTION: SEQ ID N0:14 

CCGGGTAAAT AGC 
13 

30 (2) INFORMATION FOR SEQ ID NO: 15: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 13 base pairs 

(B) TYPE: nucleic acid 
35 (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: cDNA 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 15: 



TCGAGCTATT TAC 
45 13 

(2) INFORMATION FOR SEQ ID NO: 16: 

(i) SEQUENCE CHARACTERISTICS: 
50 <A) LENGTH: 23 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

55 (ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 16; 

AAGCTTAAAT CCTCCAATGA AGC 
23 

(2) INFORMATION FOR SEQ ID NO: 17: 



rtirirr roi II C 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 26 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLCXSY: linear 

(ii) MOLECULE TYPE: cDNA 



10 



15 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 17: 

CTCGAGTTAG GCTACTTCAC TCAAAG 
26 

(2) INFORMATION FOR SEQ ID NO: 18: 



(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 707 amino acids 
20 (B) TYPE: amino acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY : linear 



25 



35 



50 



(ii) MOLECULE TYPE: protein 



(ix) FEATURE: 

(A) NAME/KEY: Protein 

(B) LOCATION: 1..707 

30 (D) OTHER INFORMATION: /note= "EXTRACELLULAR DOMAIN OF 

PSMA" 



(xi) SEQUENCE DESCRIPTION: SEQ ID N0:18: 

Lys Ser Ser Asn Glu Ala Thr Asn He Thr Pro Lys His Asn Met Lys 
1 5 10 15 

Ala Phe Leu Asp Glu Leu Lys Ala Glu Asn He Lys Lys Phe Leu Tyr 
40 20 25 30 

Asn Phe Thr Gin He Pro His Leu Ala Gly Thr Glu Gin Asn Phe Gin 
35 40 45 

45 Leu Ala Lys Gin He Gin Ser Gin Trp Lys Glu Phe Gly Leu Asp Ser 

50 55 60 

Val Glu Leu Ala His Tyr Asp Val Leu Leu Ser Tyr Pro Asn Lys Thr 
65 70 75 80 

His Pro Asn Tyr He Ser He He Asn Glu Asp Gly Asn Glu He Phe 
85 90 95 

Asn Thr Ser Leu Phe Glu Pro Pro Pro Pro Gly Tyr Glu Asn Val Ser 
55 100 105 110 

Asp He Val Pro Pro Phe Ser Ala Phe Ser Pro Gin Gly Met Pro Glu 
lis 120 125 

60 Gly Asp Leu Val Tyr Val Asn Tyr Ala Arg Thr Glu Asp Phe Phe Lys 

130 135 140 

Leu Glu Arg Asp Met Lys He Asn Cys Ser Gly Lys II Val He Ala 
145 150 155 160 

65 
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10 



15 



30 



45 



60 



Arg Tyr Gly Lys Val Phe Arg Oly Isn I,ys Val Lys Asn Ala Gin Leu 

165 -^'^ 
;.la Gly Ala I-ys Gly Val He .eu Tyr Ser Asp Pro Ala Asp Tyr Phe 
180 

Ala pro Gly val Lys Ser Tyr Pro Asp Gly Trp Asn Leu Pro Gly Gly 

195 200 
Gly val Gin Arg Gly Asn He Leu Asn Leu Asn Gly Ala Gly Asp Pro 

210 215 
Leu Thr Pro Gly lyr Pro Ala Asn Glu Tyr Ala Tyr Arg Arg Gly lie 

225 

Ala Glu Ala val Gly Leu Pro Ser He Pro Val His Pro He Gly Tyr 
245 

:rvr ASP Ala Gin Lys Leu Leu Glu Lys Met Gly Gly Ser Ala Pro Pro 

260 

ASP ser ser Trp Arg Gly Ser Leu Lys Val Pro Tyr Asn Val Gly Pro 



25 Gly Phe Thr Gly Asn Phe Ser Thr Gin Lys Val Lys Met His He His 

290 



ser Thr Asn Glu Val Thr Arg He Tyr Asn val He Gly Thr Leu Arg 

310 



305 



Gly Ala val Glu Pro Asp Arg Tyr Val lie Leu Gly Gly His Arg Asp 



325 



ser Trp val Phe Gly Gly He Asp Pro Gin Ser Gly Ala Ala Val Val 



35 

His Glu lie val Arg Ser Phe Gly Thr Leu Lys Lys Glu Gly Trp Arg 
355 360 
40 pro Arg Arg Thr He Leu Phe Ala Ser Trp Asp Ala Glu Glu Phe Gly 

370 375 
Leu Leu Gly Ser Thr Glu Trp Ala Glu Glu Asn Ser Arg Leu Leu Gin 
3B5 390 395 

Glu Arg Gly Val Ala Tyr He Asn Ala Asp Ser Ser He Glu Gly Asn 

405 410 ^-^^ 

Tyr Thr Leu Arg Val Asp Cys Thr Pro Leu Met Tyr Ser Leu val His 

50 420 42b 

Asn Leu Thr Lys Glu Leu Lys Ser Pro Asp Glu Gly Phe Glu Gly Lys 
435 440 
55 ser Leu Tyr Glu Ser Trp l^r Lys Lys Ser Pro Ser Pro Glu Phe Ser 

450 *55 

Gly Met Pro Arg He Ser Lys Leu Gly Ser Gly Asn Asp Phe Glu Val 

470 



Phe Phe Gin Arg Leu Gly He Ala Ser Gly Arg Ala Arg Tyr Thr Lys 
485 

Asn Trp Glu Thr Asn Lys Phe Ser Gly Tyr Pro Leu Tyr His Ser Val 
65 500 505 
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Tvr Glu Thr Tyr Glu Leu Val Glu Lys Phe lyr Asp Pro Met Phe Lys 
^ 515 520 525 

Tvr His Leu Thr Val Ala Gin Val Arg Gly Gly Met Val Phe Glu Leu 
530 535 540 

Ala Asn Ser He Val Leu Pro Phe Asp Cys Arg Asp Tyr Ala Val Val 
545 550 555 560 

Leu Arg Lys Tyr Ala Asp Lys He Tyr Ser lie Ser Met Lys His Pro 
565 570 575 

Gin Glu Met Lys Thr Tyr Ser Val Ser Phe Asp Ser Leu Phe Ser Ala 
15 580 585 590 

val Lys Asn Phe Thr Glu lie Ala Ser Lys Phe Ser Glu Arg Leu Gin 
595 600 €05 

ASP Phe Asp Lys Ser Asn Pro He Val Leu Arg Met Met Asn Asp Gin 
610 615 620 

Leu Met Phe Leu Glu Arg Ala Phe He Asp Pro Leu Gly Leu Pro Asp 
625 630 635 640 

Arg Pro Phe Tyr Arg His Val He Tyr Ala Pro Ser Ser His Asn Lys 



20 



25 



40 



50 



645 



Tyr Ala Gly Glu Ser Phe Pro Gly He Tyr Asp Ala Leu Phe Asp He 
30 660 665 670 

Glu Ser Lys Val Asp Pro Ser Lys Ala Trp Gly Glu Val Lys Arg Gin 
675 680 685 

35 He Tyr Val Ala Ala Phe Thr Val Gin Ala Ala Ala Glu Thr Leu Ser 

690 695 700 



Glu Val Ala 
705 



(2) INFORMATION FOR SEQ ID NO: 19: 



(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 25 base pairs 
45 (B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 19: 



55 CTTAAGCGAG CCCAGAGGGC CCACA 
25 

(2) INFORMATION FOR SEQ ID N0:20: 

60 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 25 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 
(Dl TOPOLOGY: linear 

65 
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(ii) MOLECULE TYPE: CDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 20: 



CTCGAGCTCA TTTACCCGGA GTCCG 
25 



10 
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What is claimed is: 

1 1. A DNA produced by recombinant DNA techniques for inducing expression 

2 and subsequent secretion of a target protein, said sequence being free of 

3 immunoglobulin CHI and comprising a polynucleotide encoding, from its 5' to 

4 3' direction: 

5 A) a secretion cassette which comprises 

6 a signal sequence; 

7 an immunoglobulin Fc region; and 

8 B) a target protein sequence. 

1 2. The DNA of claim 1 wherein the target protein sequence encodes a 

2 soluble form of prostate specific membrane antigen. 

1 3. The DNA of claim 1 wherein the target protein sequence encodes at 

2 least a portion of gpl20 protein. 

1 4. The DNA of claims 1, 2 or 3 wherein the signal sequence encodes a 

2 signal peptide which directs secretion of the target protein and is then 

3 removed by enzymatic cleavage. 

1 5. The DNA of claim 1, 2 or 3 wherein the Fc region is altered to delete 

2 at least one effector function activity. 

1 6. The DNA of claim i, 2 or 3 wherein the Fc region comprises a hinge, a 

2 CH2 domain and a CH3 domain of immunoglobulin gamma. 

1 7, The DNA of claim 1, 2 or 3 wherein the Fc region comprises a hinge 

2 region and a CH3 domain of immunoglobulin gamma. 

1 8. The DNA of claim 1, 2 or 3 further comprising a proteolytic cleavage 

2 site interposed 3 • of a portion of said polynucleotide encoding said 

3 immunoglobulin Fc region and 5' of a portion of said polynucleotide encoding 

4 said entire target protein. 

1 9. A replicable expression vector for transfecting a mammalian cell, said 

2 vector comprising the DNA of claim 1, 2 or 3. 
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1 10 . A host cell cransformed with the DNA of claim 1 , 2 or 3 . 

1 11. Target protein produced by culturing the cell of claim 10. 

1 12. A method of producing a target protein comprising the steps of: 

2 1) transfecting the DNA of claim 1. 2 or 3 into a host cell; 

3 2) culturing the host cell in a medium under conditions to promote 

4 expression and secretion of a fusion protein comprising 

5 an immunoglobulin Fc region, and 

6 a target protein; and 

7 3) collecting the fusion protein from the medium. 

1 13. The method of claim 12 wherein the fusion protein has bioactivity 

2 the target protein. 

1 14. The method of claim 12 further comprising the additional steps, af 

2 step 3, of 

3 4) cleaving the Fc region from the target protein, and 

4 5) collecting the target protein. 

1 15. A method of producing a target protein comprising the steps of: 

2 1) transfecting the DNA of claim l. 2 or 3 into a host cell; 

3 2) culturing the host cell in a medium under conditions to promot. 

4 expression and secretion of a fusion protein comprising 

5 an immunoglobulin Fc region, and 

6 a target protein; and 

7 3) cleaving the Fc region from the target protein, and 

8 4) collecting the target protein from the medium. 
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